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ATGGCCCAAGCCCTGCCCTGGCTCCTGCTGTGGATGGGCGCGGGAG 

TGCTGCCTGCCCACGGCACCCAGCACGGCATCCGGCTGCCCCTGCG 

CAGCGGCCTGGGGGGCGCCCCCCTGGGGCTGCGGCTGCCCCGGGA 

GACCGACGAAGAGCCCGAGGAGCCCGGCCGGAGGGGCAGCTTTGT 

GGAGATGGTGGACAACCTGAGGGGCAAGTCGGGGCAGGGCTACTAC 

GTGGAGATGACCGTGGGCAGCCCCCCGCAGACGCTCAACATCCTGG 

TGGATACAGGCAGCAGTAACTTTGCAGTGGGTGCTGCCCCCCACCC 

CTTCCTGCATCGCTACTACCAGAGGCAGCTGTCCAGCACATACCGGG 

ACCTCCGGAAGGGTGTGTATGTGCCCTACACCCAGGGCAAGTGGGA 

AGGGGAGCTGGGCACCGACCTGGTAAGCATCCCCCATGGCCCCAAC 

GTC ACTGTG C GTG C C AAC ATTG CTG C CATC ACTG AATC AGAC AAGTT 

CTTCATCAACGGCTCCAACTGGGAAGGCATCCTGGGGCTGGCCTATG 
CTG AGATTG C CAG G CCTG ACG ACTC CCTG GAG C CTTTCTTTG ACTCT 

CTGGTAAAGCAGACCCACGTTCCCAACCTCTTCTCCCTGCAGCTTTG 

TGGTGCTGGCTTCCCCCTCAACCAGTCTGAAGTGCTGGCCTCTGTCG 

GAGGGAGCATGATCATTGGAGGTATCGACCACTCGCTGTACACAGGC 

AGTCTCTGGTATACACCCATCCGGCGGGAGTGGTATTATGAGGTGAT 

CATTGTGCGGGTGGAGATCAATGGACAGGATCTGAAAATGGACTGCA 

AG G AGTAC AACTATG AC AAGAG CATTGTG G ACAGTG G C ACC ACC AAC 

CTTCGTTTGCCCAAGAAAGTGTTTGAAGCTGCAGTCAAATCCATCAAG 

GCAGCCTCCTCCACGGAGAAGTTCCCTGATGGTTTCTGGCTAGGAGA 

GCAGCTGGTGTGCTGGCAAGCAGGCACCACCCCTTGGAACATTTTCC 

CAGTCATCTCACTCTACCTAATGGGTGAGGTTACCAACCAGTCCTTCC 

GCATCACCATCCTTCCGCAGCAATACCTGCGGCCAGTGGAAGATGTG 

GCCACGTCCCAAGACGACTGTTACAAGTTTGCCATCTCACAGTCATC 

CACGGGCACTGTTATGGGAGCTGTTATCATGGAGGGCTTCTACGTTG 

TCTTTGATCGGGCCCGAAAACGAATTGGCTTTGCTGTCAGCGCTTGC 

CATGTGCACGATGAGTTCAGGACGGCAGCGGTGGAAGGCCCTTTTG 

TCACCTTGGACATGGAAGACTGTGGCTACAACATTCCACAGACAGAT 

GAGTC AAC C CTCATG AC C ATAG C CTATGTC ATGG CTG C CATCTGC G C 

CCTCTTCATGCTGCCACTCTGCCTCATGGTGTGTCAGTGGCGCTGCC 

TCCGCTGCCTGCGCCAGCAGCATGATGACTTTGCTGATGACATCTCC 
CTGCTGAAG 
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CCATGCCGGCCCCTCACAGCCCCGCCGGGAGCCCGAGCCCGCTGCCCAGG 

CTGGCCGCCGCSGTGCCGATGTAGCGGGCTCCGGATCCCAGCCTCTCCCCT 

GCTCCCGTGCTCTGCGGATCTCCCCTGACCGCTCTCCACAGCCCGGACCCG 

GGGGCTGGCCCAGGGCCCTGCAGGCCCTGGCGTCCTGATGCCCCCAAGCT 

CCCTCTCCTGAGAAGCCACCAGCACCACCCAGACTTGGGGGCAGGCGCCA 

GGGACGGACGTGGGCCAGTGCGAGCCCAGAGGGCCCGAAGGCCGGGGCC 

CACCATGGCCCAAGCCCTGCCCTGGCTCCTGCTGTGGATGGGCGCGGGAG 

TGCTGCCTGCCCACGGCACCCAGCACGGCATCCGGCTGCCCCTGCGCAGC 

GGCCTGGGGGGCGCCCCCCTGGGGCTGCGGCTGCCCCGGGAGACCGACG 

AAGAGCCCGAGGAGCCCGGCCGGAGGGGCAGCTTTGTGGAGATGGTGGAC 

AACCTGAGGGGCAAGTCGGGGCAGGGCTACTACGTGGAGATGACCGTGGG 

CAGCCCCCCGCAGACGCTCAACATCCTGGTGGATACAGGCAGCAGTAACTT 

TGCAGTGGGTGCTGCCCCCCACCCCTTCCTGCATCGCTACTACCAGAGGCA 

GCTGTCCAGCACATACCGGGACCTCCGGAAGGGTGTGTATGTGCCCTACAC 

CCAGGGCAAGTGGGAAGGGGAGCTGGGCACCGACCTGGTAAGCATCCCCC 

ATGGCCCCAACGTCACTGTGCGTGCCAACATTGCTGCCATCACTGAATCAGA 

CAAGTTCTTCATCAACGGCTCCAACTGGGAAGGCATCCTGGGGCTGGCCTAT 

GCTGAGATTGCCAGGCCTGACGACTCCCTGGAGCCTTTCTTTGACTCTCTGG 

TAAAGCAGACCCACGTTCCCAACCTCTTCTCCCTGCAGCTTTGTGGTGCTGG 

CTTCCCCCTCAACCAGTCTGAAGTGCTGGCCTCTGTCGGAGGGAGCATGAT 

C ATTGG AG GTATC G AC C ACTC G CTGTACAC AG GC AGTCTCTGGTATAC AC C C 

ATCCGGCGGGAGTGGTATTATGAGGTGATCATTGTGCGGGTGGAGATCAAT 

GGACAGGATCTGAAAATGGACTGCAAGGAGTACAACTATGACAAGAGCATTG 

TGGACAGTGGCACCACCAACCTTCGTTTGCCCAAGAAAGTGTTTGAAGCTGC 

AGTCAAATCCATCAAGGCAGCCTCCTCCACGGAGAAGTTCCCTGATGGTTTC 

TGGCTAGGAGAGCAGCTGGTGTGCTGGCAAGCAGGCACCACCCCTTGGAAC 

ATTTTCCCAGTCATCTCACTCTACCTAATGGGTGAGGTTACCAACCAGTCCTT 

CCGCATCACCATCCTTCCGCAGCAATACCTGCGGCCAGTGGAAGATGTGGC 

CACGTCCCAAGACGACTGTTACAAGTTTGCCATCTCACAGTCATCCACGGGC 

ACTGTTATGGGAGCTGTTATCATGGAGGGCTTCTACGTTGTCTTTGATCGGG 

CCCGAAAACGAATTGGCTTTGCTGTCAGCGCTTGCCATGTGCACGATGAGTT 

CAGGACGGCAGCGGTGGAAGGCCCTTTTGTCACCTTGGACATGGAAGACTG 

TG GCTAC AAC ATTC C AC AG AC AG ATGAGTC AAC C CTC ATG AC C ATAG CCTAT 

GTCATGGCTGCCATCTGCGCCCTCTTCATGCTGCCACTCTGCCTCATGGTGT 

GTCAGTGGCGCTGCCTCCGCTGCCTGCGCCAGCAGCATGATGACTTTGCTG 

ATGACATCTCCCTGCTGAAGTGAGGAGGCCCATGGGCAGAAGATAGAGATT 

CCCCTGGACCACACCTCCGTGGTTCACTTTGGTCACAAGTAGGAGACACAGA 

TGGCACCTGTGGCCAGAGCACCTCAGGACCCTCCCCACCCACCAAATGCCT 

CTGCCTTGATGGAGAAGGAAAAGGCTGGCAAGGTGGGTTCCAGGGACTGTA 

CCTGTAGGAAACAGAAAAGAGAAGAAAGAAGCACTCTGCTGGCGGGAATAC 

TCTTGGTCACCTCAAATTTAAGTCGGGAAATTCTGCTGCTTGAAACTTCAGCC 

CTGAACCTTTGTCCACCATTCCTTTAAATTCTCCAACCCAAAGTATTCTTCTTT 

TCTTAGTTTCAGAAGTACTGGCATCACACGCAGGTTACCTTGGCGTGTGTCC 

CTGTGGTACCCTGGCAGAGAAGAGACCAAGCTTGTTTCCCTGCTGGCCAAA 

GTCAGTAGGAGAGGATGCACAGTTTGCTATTTGCTTTAGAGACAGGGACTGT 

ATAAACAAGCCTAACATTGGTGCAAAGATTGCCTCTTGAATT 
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MAQALPWLLLWMGAGVLPAHGTQHGIRLPLRSGLGGAPLGLRL 

PRETDEEPEEPGRRGSFVEMVDNLRGKSGQGYYVEMTVGSPP 

QTL N I L VDTG SS N F AVG AAP H P F LH R Y YQ RQ LS ST Y R D L RKG VY 

VPYTQGKWEGELGTDLVSIPHGPNVTVRANIAAITESDKFFINGS 

NWEGILGLAYAEIARPDDSLEPFFDSLVKQTHVPNLFSLQLCGAG 

FPLNQSEVLASVGGSMIIGGIDHSLYTGSLWYTPIRREWYYEVIIV 

RVEINGQDLKMDCKEYNYDKSIVDSGTTNLRLPKKVFEAAVKSIK 

AASSTE KF PDG F WLG EQ LVC WQ AGTTP WN I FP VI S LYLM G EVTN 

QSFRITILPQQYLRPVEDVATSQDDCYKFAISQSSTGTVMGAVIM 

EGFYWFDRARKRIGFAVSACHVHDEFRTAAVEGPFVTLDMEDC 

GYNIPQTDESTLMTIAYVMAAICALFMLPLCLMVCQWRCLRCLR 

QQHDDFADDISLLK 
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ETDEEPEEPGRRGSFVEMVDNLRGKSGQGYYVEMTVGSPPQT 

LNILVDTGSSNFAVGAAPHPFLHRYYQRQLSSTYRDLRKGVYVP 

YTQGKWEGELGTDLVSIPHGPNVTVRANIAAITESDKFFINGSNW 

EGILGLAYAEIARPDDSLEPFFDSLVKQTHVPNLFSLQLCGAGFP 

LNQSEVLASVGGSMIIGGIDHSLYTGSLWYTPIRREWYYEVIIVRV 

EINGQDLKMDCKEYNYDKSIVDSGTTNLRLPKKVFEAAVKSIKAA 

SSTEKFPDGFWLGEQLVCWQAGTTPWNIFPVISLYLMGEVTNQ 

SFRITILPQQYLRPVEDVATSQDDCYKFAISQSSTGTVMGAVIME 

GFYWFDRARKRIGFAVSACHVHDEFRTAAVEGPFVTLDMEDC 

GYNIPQTDESTLMTIAYVMAAICALFMLPLCLMVCQWRCLRCLR 

QQHDDFADDISLLK 
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MAQALPWLLLWMGAGVLPAHGTQHGIRLPLRSGLGGAPLGLRL 

PRETDEEPEEPGRRGSFVEMVDNLRGKSGQGYYVEMTVGSPP 

QTLNILVDTGSSNFAVGAAPHPFLHRYYQRQLSSTYRDLRKGVY 

VPYTQGKWEGELGTDLVSIPHGPNVTVRANIAAITESDKFFINGS 

NWEGILGLAYAEIARPDDSLEPFFDSLVKQTHVPNLFSLQLCGAG 

FPLNQSEVLASVGGSMIIGGIDHSLYTGSLWYTPIRREWYYEVIIV 

RVEINGQDLKMDCKEYNYDKSIVDSGTTNLRLPKKVFEAAVKSIK 

AASSTEKFPDGFWLGEQLVCWQAGTTPWNIFPVISLYLMGEVTN 

QSFRITILPQQYLRPVEDVATSQDDCYKFAISQSSTGTVMGAVIM 

EGFYWFDRARKRIGFAVSACHVHDEFRTAAVEGPFVTLDMEDC 

GYNIPQTDE DYKDDDDK 

FIG. 3A 

ETDEEPEEPGRRGSFVEMVDNLRGKSGQGYYVEMTVGSPPQT 

LNILVDTGSSNFAVGAAPHPFLHRYYQRQLSSTYRDLRKGVYVP 

YTQGKWEGELGTDLVSIPHGPNVTVRANIAAITESDKFFINGSNW 

EGILGLAYAEIARPDDSLEPFFDSLVKQTHVPNLFSLQLCGAGFP 

LNQSEVLASVGGSMI IGGI DHSLYTGSLWYTPI RREWYYEVI I VRV 

EINGQDLKMDCKEYNYDKSIVDSGTTNLRLPKKVFEAAVKSIKAA 

SSTEKFPDGFWLGEQLVCWQAGTTPWNIFPVISLYLMGEVTNQ 

SFRITILPQQYLRPVEDVATSQDDCYKFAISQSSTGTVMGAVIME 

GFYWFDRARKRIGFAVSACHVHDEFRTAAVEGPFVTLDMEDC 

GYN I PQTDEDYKDDDDK 
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GEC of recombinant B-secretase 

670kD 158kD 44kD 




fraction number 



FIG. 4 
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CTGTTGGGCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGTACTCT 
TGGATCGGAAACCCGTCGGCCTCCGAACGGTACTCCGCCACCGAGGGACCT 
GAGCGAGTCCGCATCGACCGGATCGGAAAACCTCTCGACTGTTGGGGTGAG 
TACTCCCTCTCAAAAGCGGGCATGACTTCTGCGCTAAGATTGTCAGTTTCC 
AAAAACGAGGAGGATTTGATATTCACCTGGCCCGCGGTGATGCCTTTGAGG 
GTGGCCGCGTCCATCTGGTCAGAAAAGACAATCTTTTTGTTGTCAAGCTTG 
AGGTGTGGCAGGCTTGAGATCTGGCCATACACTTGAGTGACAATGACATCC 
ACTTTGCCTTTCTCTCCACAGGTGTCCACTCCCAGGTCCAACTGCAGGTCG 
ACTCTAGACCC 



FIG. 11 A 
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Hygromycin 



pCEK1 & 2 
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CMV promoter TPL 
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CTGTTG GGCTCG CGGTTG A GG A C A A ACTCITCGCGGTCTTTCC ACTA CTCITGG ATCGG A A A C 

CCGTCGGCCrCCG A ACGGTACTCCGCCACCG AGGG A CCTGA GCG AGTCCGCATCG ACCGG AT 

CGG AAA A CCTCfCG A CTGTTG G G GTG A GTA CTCCCTCTCA A A A G CG GG C ATG A CTTCTG CG CT 

AAGATiXrrCAGTrrCCAAAAACGAGGAGGATITGATATTCACCrGGCCCGCGG 

G A GG GTG G CCG CGTCC ATCIX i G TC A G A A A A G A C A ATCTHT* I'GTrG'i'CA AG CITG A G GTGTGG 

OVGGCTTGAGATCTGGCCATACACTTGAGTGACAATGACATCCACTT^ 

GTGTCC ACTCCC A G GTCC A A CTG C AG GTCG AC FCTAG ACCC 



FIG. 14 A 



B secretase overexpression in CosA2 cells 
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FIG. 16 A 
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A. AB(x-40) production In 293T cells co-transfected 
with APP and B secretase 




Transfectlons 
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Wild-Type Sequence „..Val-Lys-Met-Asp... 
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